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Abstract
Background: The dispensable genome of a species, consisting of the dispensable sequences present only in a
subset of individuals, is believed to play important roles in phenotypic variation and genome evolution. However,
construction of the dispensable genome is costly and labor-intensive at present, and so the influence of the
dispensable genome in genetic and functional genomic studies has not been fully explored.
Results: We construct the dispensable genome of rice through a metagenome-like de novo assembly strategy
based on low-coverage (1–3×) sequencing data of 1483 cultivated rice (Oryza sativa L.) accessions. Thousands of
protein-coding genes are successfully assembled, including most of the known agronomically important genes
absent from the Nipponbare rice reference genome. We develop an integration approach based on alignment
and linkage disequilibrium, which is able to assign genomic positions relative to the reference genome for more
than 78.2 % of the dispensable sequences. We carry out association mapping studies for rice grain width and 840
metabolic traits using 0.46 million polymorphisms between the dispensable sequences of different rice accessions.
About 23.5 % of metabolic traits have more significant association signals with polymorphisms from dispensable
sequences than with SNPs from the reference genome, and 41.6 % of trait-associated SNPs have concordant genomic
locations with associated dispensable sequences.
Conclusions: Our results suggest the feasibility of building a species’ dispensable genome using low-coverage
population sequencing data. The constructed sequences will be helpful for understanding the rice dispensable
genome and are complementary to the reference genome for identifying candidate genes associated with
phenotypic variation.
Background
The pan-genome concept refers to the non-redundant
collection of all DNA sequences present in the entire
population of a species [1, 2], which comprises a “core
genome” containing sequences present in all individuals, a
“dispensable genome” containing sequences present in
two or more individuals [3], and unique sequences specific
to an individual [4]. Previous studies showed the existence
of individual-specific and population-specific DNA se-
quences in different organisms [1, 5]. Traditional studies
tended to use several finished genome sequences to
discover dispensable sequences and build a species’ pan-
genome [6, 7]. However, decoding the complete genome
of plants or animals is still labor-intensive and costly at
present. Alternatively, a recent study characterized the
maize pan-transcriptome using sequencing of RNAs from
different maize inbred lines [5]. They obtained tens of
thousands of dispensable sequences by assembling se-
quencing data for each line separately. However, such a
method could not discover genes expressed at low levels
or in specific tissues and the obtained sequences were
usually very short [5].
With the application of next-generation sequencing,
huge amounts of low-coverage population sequencing
data have been generated [8, 9]. These data were usu-
ally generated for genome-wide association studies
(GWASs) and population genomic studies, which
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mainly focused on the single nucleotide polymorphisms
(SNPs) or insertions or deletions (INDELs) in reference
genomic regions [8, 10]. A large portion of individual-
and subpopulation-specific sequences were left out and
present studies have not taken full advantage of the
huge amount of population sequencing data.
Rice (Oryza sativa L.) is a staple food crop and an ideal
model for functional genomic research of monocots. The
availability of the high quality Nipponbare rice reference
genome sequence has greatly accelerated gene cloning
[11]; over 600 genes were cloned by the end of 2010 [12].
However, a lot of genes controlling important traits have
been found to be absent from the Nipponbare reference
genome [11], such as GW5 [13], Sub1A [14], and Pikm-1
[15]. This indicates that one genome is insufficient [2].
More genome sequences are needed to gain a more com-
prehensive understanding of the pan-genome of rice.
The absence of important genes from the rice reference
genome, and the availability of population resequencing
data [8, 9], prompted us to develop methods to identify
the sequences that were absent from the reference gen-
ome by de novo assembly of population sequencing data.
These sequences are important components of the rice
dispensable genome.
In this study, we show the feasibility of using only the
population sequencing data with each sample se-
quenced at very low coverage (1–3×) to identify the
DNA sequences present in some or all of these culti-
vated rice accessions but absent from the Nipponbare
reference genome. A metagenome-like assembly strat-
egy was adopted to assemble the reads of various rice
accessions to build the sequence map of the rice dis-
pensable genome. We further demonstrate that these
sequences would be helpful for understanding the rice
dispensable genome and picking candidate genes in
quantitative trait locus (QTL) mapping and GWASs in
rice. The assembled sequences and other information
have been deposited in the Panrice database [16]. Users
may query this database using accession number or
DNA/protein sequence.
Results
Collecting sequence data and assembling the dispensable
genome using a metagenome-like assembly strategy
We collected data of 533 rice accessions sequenced at
~2.5× coverage and 950 rice accessions sequenced at ~1×
coverage (based on a 384-Mb genome size of the Nippon-
bare reference genome; Additional file 1) [8, 9, 17–19].
The two data sets consist of low-coverage sequencing data
of 1483 cultivated rice accessions from 73 countries, com-
prising 11.3 billion reads. These reads were mapped to the
Nipponbare genome (release 6.1 of the Michigan State
University (MSU) Rice Genome Annotation Project) using
BWA [20], providing ~2400-fold coverage of the genome.
The details of the mapping rate of each accession are
listed in Additional file 2. Cultivated rice comprises two
major subspecies, known as the indica and japonica
subspecies. The indica subspecies contains indica and aus
subgroups and the japonica subspecies contains temperate
japonica and tropical japonica subgroups (Figure S1a in
Additional file 3) [8]. We classified these 1483 accessions
into four divergent groups, corresponding to the four sub-
groups of cultivated rice, based on principal component
analysis using SNPs (“Materials and methods”). The map-
ping rates of the indica accessions were much lower than
those of the japonica accessions (Figure S1b in Additional
file 3), mainly because the Nipponbare reference accession
is a japonica rice cultivar. This result indicated that a lot
of dispensable sequences were present in some rice
accessions but absent from the Nipponbare reference
accession.
We proposed an assembly strategy incorporating SOAP-
denovo [21], Meta-IDBA [22], and GICL [23] to assemble
the dispensable sequences (“Materials and methods”;
Fig. 1a). Both reads of a read pair of which at least one
read could not be mapped to the reference genome were
extracted to do de novo assembly (“Materials and
methods”). In total, 395,891,829 read pairs (7.0 % of all the
read pairs) were collected, of which 628,163,124 reads
(79.3 %) could not be mapped to the Nipponbare genome
(release 6.1 of the MSU Rice Genome Annotation Pro-
ject). Due to the substantial genomic differences between
the indica and japonica subspecies, independent assembly
was carried out using reads of accessions belonging to the
two subspecies respectively. The reads of all indica
accessions were assembled using SOAPdenovo and
Meta-IDBA independently. The scaffolds generated by
SOAPdenovo and the contigs produced by Meta-IDBA
for the indica subspecies were further clustered and
then assembled using GICL. The reads of the japonica
accessions were assembled using the same strategy.
Contig N50 of the assembly of both subspecies was
greatly improved using GICL compared with the as-
sembly results of SOAPdenovo and Meta-IDBA
(Fig. 1b). Contig N50 of the final assembly of the indica
subspecies was 2344 bp, which was close to the average
length of non-transposon loci of the rice Nipponbare
reference genome (2853 bp) [17]. The final assembly of
the indica subspecies, after the removal of contamina-
tions (“Materials and methods”), contained 52,976 se-
quences with an average length of 1677 bp (ranging
from 500 bp to 26,940 bp) while the assembly of the ja-
ponica group was composed of 30,349 sequences with an
average length of 1877 bp (ranging from 500–28,300 bp)
(Fig. 1c). These two assemblies represent the indica dis-
pensable genome and the japonica dispensable genome,
respectively. Only a total of 6397 sequences (12.1 %) of
the indica dispensable genome and 3315 sequences
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(10.9 %) of the japonica dispensable genome were aligned
to the Nipponbare genome (release 6.1 of the MSU Rice
Genome Annotation Project) with ≥85 % coverage and
≥85 % identity.
We evaluated this assembly strategy by investigating k-
mer distributions in reads used to build the dispensable
genome and in the final assembly. A k-mer length of 19
was chosen to guarantee that the majority of k-mers
were unique while keeping computing resource require-
ments relatively low. About 90.9 %, 85.2 %, and 86.4 %
of all 19-mers of the Nipponbare reference genome and
the indica and japonica dispensable genomes, respect-
ively, were unique according to results from Jellyfish
[24]. A total of 2.97 billion 19-mers were detected in
reads used to build the indica dispensable genome,
71.9 % of which were observed only once (Fig. 2a). We
did not observe any peak in the distribution of 19-mers,
which was quite distinct from that of deep sequencing
reads of a single accession. The frequency of 19-mers
decreased, along with an increase in depth, in both the
sequencing reads and the cleaned reads (Fig. 2a). The
depth of 91.0 % of all 19-mers was smaller than half of
the average k-mer depth of all 19-mers (7.05×). This is
probably due to the high heterozygosity in the reads
used to assemble the dispensable genome as we mixed
reads of hundreds of accessions to perform the assem-
bly. In all, 66,135,176 19-mers were detected in the
indica assembly (Fig. 2a). The proportion of 19-mers
present in the final assembly increased along with the
increasing 19-mer depth of all the sequencing reads
(Fig. 2b); however, the rate of increase slowed as the
depth increased. Only 0.04 % of the 19-mers observed
once in the sequencing reads were present in the indica
assembly while more than 30.0 % of the 19-mers with a
depth greater than 100 were in the assembly (Fig. 2b).
To reduce the influence of different sequencing depth
among accessions, we did additional analysis based on
353 indica accessions out of the 533 rice accessions with
Fig. 1 Assembly strategy and assembly results for the indica and japonica dispensable genomes. a The strategy for de novo assembly of low-coverage
sequencing data of multiple accessions. Unmapped reads are read pairs of which at least one read could not be mapped to the Nipponbare reference
genome. b Assembly results using different tools. c The length distribution of contigs of the indica dispensable genome
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similar sequencing depth of ~2.5× (Additional file 1).
We observed that 19-mers present in the sequencing
reads of more accessions were more frequently found in
the final assembly (Fig. 2c), as about 0.1 % of the 19-
mers present in only one accession and 34.1 % of the
19-mers present in 100 accessions were found in the
final assembly, respectively.
We further sampled randomly from the 353 indica
accessions and investigated the distribution of 19-mers in
the sequencing reads of the sampled accessions. To
minimize the interference of sequencing error, we only an-
alyzed k-mers with depth ≥2 in the sampled reads, the
number of which continuously increased along with the
increase in the number of accessions (Fig. 2d). However,
the increment rate of the distinct k-mer number was
lower than that of the number of sampled accessions, as
the number of distinct k-mers with depth ≥2 was shown
to scale with the square root of the number of sampled ac-
cessions (as revealed by regression modeling; R2 = 0.998,
P = 1.78 × 10−14, Fig. 2d). We also generated assemblies
using sequencing reads of randomly selected accessions
using the same assembly strategy to build the dispensable
genomes. The number of 19-mers of the indica dispens-
able genome was recovered cumulatively by the assembly
with an increasing number of accessions (Fig. 2e). The
number of contigs and the total length of the assembly
also increased with increasing number of accessions used
(Fig. 2f). The 19-mer distribution of the sequencing reads
Fig. 2 Evaluation of the assembly strategy by investigating k-mer distributions of reads of the indica accessions and the assembly result with randomly
sampled accessions. a Number of k-mers with different depth in total sequencing reads and clean reads. b Proportion of k-mers present in the final
assembly for k-mers with differing depth in all the sequencing reads. c Proportion of k-mers present in the final assembly for k-mers that are found in
various numbers of accessions. d Number of k-mers with specific depth in reads of randomly sampled accessions. Each sampling was conducted with
five replicates. The y-axis, Fold change for number of distinct k-mers, is the number of distinct k-mers in different numbers of sampled accessions divided
by that of ten randomly sampled accessions. Vertical bars represent the standard deviation. The red line is the fitting curve determined by regression
modeling. e The proportion of k-mers in the indica final assembly recovered by the assembly of randomly sampled rice accessions. The assemblies of
100, 150, and 200 accessions were generated with three replicates while the assemblies of 250 and 300 accessions were generated without replicates.
Error bars represent the standard deviation. f The number of contigs and the length of all the contigs for each assembly result. All the assemblies were
generated using the approach described in the “Materials and methods”, without the removal of contaminations by aligning to the NCBI Nucleotide
collection database
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of the japonica accessions was similar to that of the indica
accessions with only little difference (Figure S2a–c in
Additional file 3). About 0.09 % of 19-mers observed only
once while more than 41.9 % of 19-mers observed ≥100
times in the sequencing reads were present in the japonica
assembly (Figure S2b in Additional file 3). About 83.5 %
of all the 19-mers were observed with depth smaller than
half of the average depth of all 19-mers (2.85×), a propor-
tion smaller than that of all the indica reads. Since the
genome diversity of indica accessions is higher than that
of japonica accessions [25], these observations indicate
that low sequence diversity was beneficial to the assembly
of population sequencing data. Taken together, these
results demonstrate the feasibility of constructing the rice
dispensable genome based on assembly of population
sequencing data and provide helpful information for ex-
perimental design of future studies on population sequen-
cing data assembly.
Evaluation of the assembly results
To evaluate the quality of the assembly results, all the
contigs were aligned to five sequenced genomes of the
Oryza genus — Oryza sativa L. ssp. japonica (Nippon-
bare), Oryza sativa L. ssp. indica (93-11) [26], Oryza gla-
berrima (African cultivated rice) [27], Oryza brachyantha
(African wild rice) [28], and Oryza rufipogon (W1943,
Asian wild rice) [29] — using Blastn (with parameter
“-F F”). A total of 30,440 (57.5 %) contigs of the indica
dispensable genome were aligned to the other four se-
quenced Oryza genomes with improved match length
(≥100 bp longer) compared with the alignment to the
Nipponbare genome (Fig. 3a; Additional file 4). Although
the remaining 22,536 contigs (42.5 %) were not aligned to
the other four Oryza genomes with remarkable improved
match length, 17,956 (79.7 %) of them were aligned with
higher alignment scores and 11,378 (63.4 %) of them were
aligned with improved identity (≥1 % higher) to the other
sequenced Oryza genomes compared with the alignment
to the Nipponbare genome (Figure S3 in Additional file
3). Using a more stringent rule, 8932 (16.8 %) contigs were
aligned to the other four sequenced Oryza genomes with
improved match length (≥90 % of the length of the contig)
compared with the alignment to the Nipponbare genome
(≤50 % of the length of the contig).
Fig. 3 Evaluation of the assembly result. a Heatmap of the query coverage of alignment of each contig of the indica dispensable genome to
different Oryza genomes. Each row represents a contig and each column denotes a sequenced genome. Only the contigs that could be aligned
to the non-reference genome with improved match length (≥100 bp longer) compared with the alignment to the Nipponbare reference genome
are shown. O. brachyantha and O. glaberrima are both Oryza species, Nipponbare is the rice reference genome, 93-11 is a typical rice variety belonging
to the indica subspecies, and W1943 is a representative accession of Oryza rufipogon. b PCR validation of 11 DNA fragments from the randomly
selected contigs of the indica dispensable genome. For each DNA fragment, two PCR results (two adjacent lanes) are shown. The lanes marked
with contig names are PCR results using DNA of the selected rice accessions while the unmarked lanes are PCR results using DNA of Nipponbare (see
Additional file 5 for more details). Lanes marked with “Actin” are the PCR results with actin using DNA of the Nipponbare accession. The amplification
sizes of markers are indicated in Fig. S4 in Additional file 3. c A dot plot showing the Blastn alignment result of an O. rufipogon gene (CU406257) to a
contig (OsIPC11280438) of the indica dispensable genome
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To further evaluate the assembly results, 43 pairs of
PCR primers were designed to amplify DNA fragments
from the 30 randomly selected contigs (Additional file
5). All of the 43 fragments were amplified with expected
sizes using genomic DNA of the corresponding rice ac-
cessions which were predicted to contain the sequences,
while none could be amplified using genomic DNA of
Nipponbare (Fig. 3b; Figure S4 in Additional file 3).
To examine whether the assembly can successfully con-
struct the sequences of genes reported to be absent from
the Nipponbare genome, we collected ten such genes
from the published literature (Table 1), all of which were
related to important traits, including grain size (GW5 [13,
30]), disease resistance (Pikm1-TS [15], Pikm2-TS [15],
Pib [31], and Xa27 [32]), water logging resistance (SNOR-
KEL1, SNORKEL2 [33], and Sub1A [14]), salt tolerance
(OsHKT2 [34]), and phosphorus-deficiency tolerance
(PSTOL1 [35]). The sequences of these genes were aligned
to the dispensable genomes using Blastn and most of
these genes were successfully constructed in the dispens-
able genomes (Table 1), except SNORKEL1 and SNOR-
KEL2, which are found uniquely in deepwater rice not
included in the accessions we used to build the dispens-
able genomes, and Pib (longer than 10 kb), only a portion
of which was assembled.
PSTOL1 was identified in the traditional aus-type rice
variety Kasalath [35]. The genomic region of Kasalath har-
boring PSTOL1 differs greatly from that of Nipponbare.
The sequences of Kasalath in this region were decoded in
a previous study [36]. We found that many (48.7 %) genes
predicted in this region were present in the assembled re-
sult of the indica or the japonica dispensable genome
(Additional file 6).
Previous studies reported that full-length cDNA se-
quences of 15 O. rufipogon-specific genes could not be
mapped to either the Nipponbare or 93-11 genome
[37, 38], and that five of these genes were up- or down-
regulated in wounding and/or submergence conditions. We
found that 9 of these 15 genes were present in the indica or
japonica dispensable genome (Blastn, query coverage
≥80 %, identity ≥90 %; Additional file 7; Figure 3c).
The redundancy between the indica and the japonica
dispensable genomes was evaluated by aligning the japon-
ica dispensable genome to the indica dispensable genome
using Blastn: 18,033 contigs (34 %) of the indica dispens-
able genome had alignment hits to the japonica dispens-
able genome (identity ≥90 %, match length ≥60 % of the
length of the indica contig) and 16,426 contigs (54 %) of
the japonica dispensable genome had alignment hits to
the indica dispensable genome (identity ≥90 %, match
length ≥60 % of the length of the japonica contig). In total,
7820 contigs of the indica dispensable genome corre-
sponding to 7689 contigs of the japonica dispensable gen-
ome (a total of 8209 pairs) were found to have reciprocal
coordinate overlap of more than 60 % (identity ≥90 %).
These results suggest that most of the sequences of the
dispensable genome are subspecies-specific and subject to
rapid gain and loss.
Annotation of protein-coding genes and transposable ele-
ments in the dispensable genomes
We utilized an annotation pipeline incorporating Fgenesh
[39], AUGUSTUS [40], GeneWise [41], PASA [42] and
EvidenceModeler [43] to predict protein-coding genes in
the dispensable genomes. For the indica dispensable





Trait Reference Raw assembly Local de novo reassembly
Query Identity (%) Query Identity (%) Number of
haplotypescoverage (%) coverage (%)
GW5 435 Grain width Shomura et al. 2008 [13] 100 90 100 100 5
Weng et al. 2008 [30]
Sub1A 1663 Submergence tolerance Xu et al. 2006 [14] 100 99 100 100 7
Xa27 342 Blight resistance Gu et al. 2005 [32] 100 100 100 100 16
PSTOL1 975 Phosphorus starvation tolerance Gamuyao et al. 2012 [35] 100 97 100 100 13
Pikm1-TS 6319 Blast resistance Ashikawa et al. 2008 [15] 100 99 17 99 3
Pikm2-TS 3229 Blast resistance Ashikawa et al. 2008 [15] 100 99 100 99 7
OsHKT2 1781 Na+- and K+-coupled transporter Horie et al. 2001 [34] 95 95 62 97 19
Pib 10,322 Blast resistance Wang et al. 1999 [31] 33 80 - - -
SNORKEL1 1487 Deepwater response Hattori et al. 2009 [33] 7 83 - - -
SNORKEL2 1179 Deepwater response Hattori et al. 2009 [33] 12 82 - - -
Length is the length of the reported sequence of the gene. Query coverage (%) is the percentage of the reported sequence matched by a dispensable sequence
from raw assembly or local de novo reassembly. Identity (%) is the percentage of the reported sequence identical with a dispensable sequence from raw assembly
or local de novo reassembly. Number of haplotypes is the number of haplotypes constructed with the local de novo reassembly
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genome, 8991 protein-coding genes were predicted, 1913
of which with strong evidence of expression or homology
were tagged as high confidence genes (“Materials and
methods”). For the japonica dispensable genome, 6366
protein-coding genes were predicted, of which 1120 were
tagged as high confidence genes.
About 186 predicted proteins of the indica dispensable
genome were homologous to cloned genes, including dis-
ease- or stress-resistance genes (Blastp, E-value < 1e-10;
Additional file 8) [12, 44], such as the Brown planthopper
resistance gene Bph14, the blast resistance gene Pid3 and
the starch branching enzyme IIb gene BEIIb [45] (Figure
S5 in Additional file 3). These genes may provide import-
ant candidates for future crop improvements.
Among seven genes reported missing from the reference
genome, the structures of the two rice blast resistance
genes Pikm1-TS and Pikm2-TS were accurately annotated.
Genes Sub1A and OsHKT2 were correctly identified but
the predicted structures were inconsistent with those in
previous reports [14, 34].
Protein domains and families coded by these 1913
high confidence genes were annotated using Pfam [46].
More than 45 % of these genes are members of gene
families (Additional file 9). Besides transposon-related
domains, leucine-rich repeat (LRR), NB-ARC domain,
zinc finger transcription factors, the stress-antifung
family, and protein kinase family proteins were found
significantly enriched in the dispensable genome com-
pared with those in the reference genome (Fisher’s
exact test, P ≤ 1 × 10−4; Fig. 4a). Of the 1913 predicted
genes, 1489 were found to be expressed [reads/per kilo-
base merged exonic region/per million mapped reads
(RPKM) ≥4] using RNA-seq data of ten rice varieties/
tissues (Fig. 4b; Additional file 10).
Transposons were reported to play important roles in
genome evolution [47]. For the indica dispensable gen-
ome, 23,644 transposons were found in 15,542 contigs
(29.3 % of all the contigs; Additional file 11). These
transposons were categorized into three major classes,
retrotransposons, DNA transposons and miniature
Fig. 4 Function annotation of predicted proteins of the indica dispensable genome and the expression profile of predicted genes. a Annotation
of protein domains and families was done using Pfam. Domains and families enriched in the dispensable genome are indicated by an asterisk.
The x-axis is logarithmic scaled. b Expression values (log2 of RPKM) of 2257 predicted genes in ten RNA-seq experiments
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inverted-repeat transposable elements (MITEs), and differ-
ent subclasses based on the classification methods used by
the Plant Repeat Databases at MSU [48] (Figure S6 and S7
in Additional file 3). The transposon compositions of the
indica and the japonica dispensable genomes exhibited
only slight differences (Figure S6 and S7 in Additional file
3; Additional file 11). Most of the annotated transposons
were DNA transposons and MITEs. The majority of DNA
transposons were harbinger-like elements, a member of
which was reported to have retained its biological activity
in the coelacanth genome [49]. Most of the MITEs belong
to the Stowaway group, which were found to be active in
some plant genomes [50, 51].
Determining genomic positions of dispensable sequences
relative to the Nipponbare reference genome
In studies of QTL mapping and association mapping,
causal genes were usually mapped to a narrow genomic
region in which candidates were picked up by the re-
searchers based on gene annotation of the reference gen-
ome. In cases where the causal gene does not exist in
the reference genome, however, such attempts would be
futile. Thus, determining genomic positions of dispens-
able sequences relative to the Nipponbare reference gen-
ome would be helpful for picking candidates for future
QTL mapping and association mapping studies in rice,
as these provide additional possible candidates.
Since the reads used to construct contigs of the dispens-
able genome contained hanging read pairs (of which only
one read could be reliably aligned to the Nipponbare ref-
erence genome), many contigs contained a portion of se-
quences which could be found in the reference genome.
To obtain the genomic position of the contig relative to
the Nipponbare genome, each contig was aligned to the
Nipponbare reference genome and hits with the top three
highest scores were retained (Fig. 5a). However, this was
not suitable for contigs with repetitive sequences.
As a result, a linkage disequilibrium (LD)-based ap-
proach was applied to identify chromosome positions of
the reference genome that were most tightly linked with
each contig. The determined chromosome position was
considered as the approximate genomic position of this
contig relative to the Nipponbare genome. All the 11.3
billion paired-end reads of the 1483 rice accessions were
mapped to the dispensable genome using BWA (version
0.6.1) and then SNPs were called using SAMtools (version
0.1.17) [20, 52]. Genotypes of all the rice accessions were
obtained at 280,000 evenly distributed SNP sites from
RiceVarMap [18, 53], a genomic variation database con-
structed based on the same set of sequencing data used in
this study. The LD (r2) between a specific SNP on a contig
Fig. 5 The approach, based on the integration of alignment results and linkage disequilibrium (LD), to assign each dispensable sequence a
genomic position relative to the Nipponbare reference genome. a The top five Blast hits for the contig harboring GW5 when aligned to the
Nipponbare genome. b Chromosome locations most tightly linked with the contig harboring GW5 determined by the 16 SNPs of this contig.
c The LD between a specific SNP (the third SNP in (b)) of the contig harboring GW5 and the 280,000 SNPs selected from whole genome SNPs.
The SNP with the highest LD has chromosome location chr05: 5357654
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and all the 280,000 SNPs were calculated and the chromo-
some location of the SNP in the Nipponbare genome with
the highest LD was regarded as the chromosome location
of this contig determined by this specific SNP (Fig. 5b, c).
Each SNP in a contig determined a chromosome location
most tightly linked with this contig. The frequency of each
chromosome location of a contig was calculated by meas-
uring each location in a 100-kb unit. The two chromo-
some locations with the highest frequency and the second
highest frequency were recorded.
The results from the alignment and LD-based ap-
proaches were integrated to obtain the genomic position
of each contig relative to the Nipponbare reference gen-
ome (Additional file 12). For contigs with results from
just a single approach, the best placement was taken as
the final location only if it was overwhelmingly superior
to the second best placement (Additional file 12). For
contigs with locations reported by both approaches
within 1 Mb of each other, the result based on the align-
ment was considered as the final location (Additional file
12). For contigs for which the two approaches gave con-
flicting results, we adopted the results of the LD-based
approach only if it met the set criteria (Additional file
12). For the indica dispensable genome, 33,056 (62.4 %)
contigs were assigned genomic positions with consistent
results between the two approaches, the two approaches
gave conflicting results for 3749 (7.1 %), 3975 (7.5 %)
contigs were assigned genomic positions by the LD-
based approach alone, and 657 (1.2 %) contigs were
assigned genomic positions based solely on the align-
ment results. The positions of the remaining 11,539
(21.8 %) contigs failed to be assigned.
All of the genes that were reported to be absent from
the reference genome and constructed in the dispens-
able genome were assigned correct genomic positions
(“Materials and methods”) relative to the Nipponbare
reference genome except for Sub1A (Table 2). We fur-
ther dissected the reason why Sub1A could not be
assigned a genomic position. Few SNPs between differ-
ent accessions were identified in the contig harboring
Sub1A. The frequency for the most tightly linked chromo-
some location was not overwhelming when compared
with the frequency for the second tightly linked chromo-
some location (2 to 1). What is more, Sub1A contains a
short repetitive sequence (930 bp) that can be aligned to
multiple chromosome locations. Nevertheless, the most
tightly linked chromosome location determined by the
LD-based approach was only 130 kb away from the actual
location of Sub1A relative to the reported location in the
Nipponbare genome. This demonstrates the efficiency of
this approach to determine the genomic positions of se-
quence insertions in the reference genome. The two most
tightly linked chromosome locations and the two best
alignment results for each contig in the indica dispensable
genome are shown in Additional file 13.
The chromosome distributions of contigs of the
indica and japonica dispensable genomes were quite
similar (Fig. 6). The sequence of each contig of the
indica dispensable genome was aligned to all the con-
tigs of the japonica dispensable genome that were lo-
cated within 50 kb of the indica contig. The sequences
of most of these indica–japonica contig pairs were
quite distinct (Figure S8 in Additional file 3), implying
that the similarity between the chromosome distribu-
tions of the indica and japonica dispensable genomes
was not caused by the sequence similarity between the
indica and japonica contigs located in nearby regions.
Of the 8209 indica–japonica contig pairs which were
found to have reciprocal coordinate overlap of more
than 60 % (identity ≥90 %), both contigs of 6316 contig
pairs were assigned genomic positions and the positions
of the two contigs for 5279 contig pairs were within
100 kb of each other (Additional file 14).
We further inspected the chromosome distribution of
potential insertions to the Nipponbare genome by exam-
ining the locations of all the hanging read pairs. The
chromosome distribution of contigs was in accordance
with the distribution of these potential insertions in
general (Fig. 6). Hanging read pairs were found to be
enriched around the centromeres of nine chromosomes
and the telomeres of two chromosomes (Fig. 6). This
may be caused by sequence gaps in the regions of the
reference genome. Several chromosome locations that
were neither centromeres nor telomeres were also found
Table 2 Locations of the contigs which harbor cloned genes that are absent from the Nipponbare genome
Gene Genomic position from literature Assigned genomic position Minimum distance (bp)a Contig
GW5 Chr05:5360552-5360941 Chr05:5360245-5360553 0 OsIPC05060021
Sub1A Chr09:6403884-6404699 Not assigned Not assigned OsIPC09070023
Xa27 Chr06:23653458-23654407 Chr06:23634625-23634930 18,528 OsIPC06240124
PSTOL1 Chr12:15874815-15875229 Chr12:15874535-15874748 67 OsJPC12160175
OsHKT2 Not assigned Chr06:29552379-29552608 Not assigned OsJPC06300057
Pikm1-TS Chr11: 27506909-27507692 Chr11:27511712-27511965 4020 OsIPC11280248
Pikm2-TS Chr11:27515464-27517260 Chr11:27519921-27520230 2661 OsIPC11280253
a The minimum distance between the genomic position relative to the Nipponbare genome identified from the literature and the assigned genomic position
Yao et al. Genome Biology  (2015) 16:187 Page 9 of 20
Fig. 6 The chromosome distribution of contigs of the dispensable genome and hanging reads. The 12 chromosomes are arranged from top to
bottom. The height of the dark green bars denote the number of read pairs of which only one read can be mapped to the reference genome
(hanging reads) in each chromosome window (10 kb). The height of the blue bars denotes the number of assembled contigs of the indica
dispensable genome while the height of the red bars denotes the number of assembled contigs of the japonica dispensable genome in each
chromosome window (10 kb). The height of the grey bars denotes the sequence repeat density represented as the percentage of sequences
masked due to repetitiveness in each chromosome window (10 kb). The black points represent the chromosome locations of 12 centromeres
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enriched with hanging read pairs. Although large numbers
of hanging read pairs were found in dozens of genomic re-
gions with high repeat density, hotspots of hanging read
pairs were not necessary in genomic regions with high re-
peat density (Fig. 6). As a result, 833 chromosome insertion
hotspots were identified based on the chromosome distri-
bution of hanging read pairs and that of contigs of the dis-
pensable genome (Additional files 12 and 15).
Local de novo reassembly for each contig of the
dispensable genome
We observed that the raw contigs of the assembly were
not quite accurate as a result of sequence heterozygosity
introduced by mixing of the reads of multiple accessions.
Although the sequence of Sub1A was successfully con-
structed, five SNPs were detected between the assembled
sequence and the reported sequences of different haplo-
types of Sub1A. In order to obtain an accurate assembly
result for each haplotype, a haplotype-based de novo
assembly strategy proposed by Huang et al. [8] was
adopted with slight modification to perform local assem-
bly for each contig (“Materials and methods”).
To evaluate the effects of this local assembly strategy,
1000 genomic regions with an average length of 5322 bp
(ranging from 503 bp to 9994 bp) were randomly selected
and the read pairs of all the 1483 accessions mapped to
these regions were extracted and grouped by local SNPs
to perform local reassemblies. For each region, the longest
assembly was chosen as the best assembly. The match
length between the best assembly result and the original
region was used to evaluate the assembly performance.
For more than 58 % of these regions, the match length be-
tween the best reassembly and the original region was lar-
ger than 70 % of the length of the original region. Most of
the regions (243 regions, 24.3 %) with poor reassembly re-
sults were found to be in the repeat regions of the genome
(Figure S9a, c in Additional file 3), which had multiple
Blastn alignment to the reference genome (query coverage
≥30 %, identity ≥80 %), while most regions (756, 75.6 %)
with good reassembly results were located in unique
genomic regions (Figure S9e, g in Additional file 3). A few
regions (27, 2.7 %) located in unique genomic regions
were poorly assembled because they were relatively long
and the reads used to build the best assembly were ob-
tained from relatively more accessions (Figure S9i–l in
Additional file 3). In contrast, some regions (61 regions,
6.1 %) in the repeat part of the genome were well reas-
sembled because they were relatively short and the reads
used to build the best assembly were obtained from rela-
tively fewer accessions (Figure S9m–p in Additional file 3).
Using this strategy, the sequences of at least one haplo-
type of GW5, Sub1A, Xa27, and PSTOL1 reported in pre-
vious studies [14, 30, 32] were accurately built (Table 1;
Figure S10 in Additional file 3). The local de novo assem-
bly results for Pikm1-TS, Pikm2-TS, and OsHKT2 were
slightly different from the reported sequence, which may
correspond to unreported haplotypes.
For the indica dispensable genome, 41,376 contigs
which were assigned genomic positions relative to the
Nipponbare genome were reassembled using local
SNPs. About 70 % of them were reassembled with four
to seven haplotypes (Figure S11 in Additional file 3).
For about half of these 41,376 contigs, the longest local
assembly was longer than the original contig. (Figure
S11 in Additional file 3). The longest local assembly of
about 5492 contigs of the indica dispensable genome were
longer than the average length of the non-transposon loci
of the rice Nipponbare reference genome (2853 bp) [17].
Population pattern of sequences of the dispensable
genome
To explore the population patterns of the dispensable se-
quences, all the reads of the 1483 accessions that were not
aligned to the Nipponbare reference genome were
mapped to the dispensable genomes. The population
composition of each contig was determined as the number
of reads from accessions belonging to each of the three
major subpopulations (indica, aus, and japonica) classified
by whole genome SNPs, divided by the total number of
the reads mapped to this contig (Figure S12 in Additional
file 3). Great disparities were found in the population
composition of reads aligned to different dispensable se-
quences. For 29,466 sequences of the indica dispensable
genome, more than 80 % of the aligned reads were from a
single subgroup. Similarly, 11,914 sequences of the japon-
ica dispensable genome were composed of reads (≥80 %
of total reads) mainly from a single subgroup. As the
number of rice accessions and the sequencing coverage
for each subpopulation were not uniform, the population
composition of each contig was normalized through divid-
ing the number of reads of each subpopulation by the total
sequencing coverage of the corresponding subpopulation
(Figure S12 in Additional file 3). A sequence was deter-
mined as subpopulation-preferred if the normalized
proportion of mapped reads belonging to a specific sub-
population was larger than 0.8. We found 4879 of the
contigs of the indica dispensable genome to be indica-
preferred and 4211 were aus-preferred (Additional file 16)
while only 80 were japonica-preferred. For 32,748 (61.8 %)
indica dispensable sequences, the normalized proportion
of mapped reads from japonica accessions was less than
0.1. Of all the japonica dispensable sequences, 1731 were
japonica-preferred, 1453 were indica-preferred and 771
were aus-preferred. For only 4709 (15.5 %) japonica
dispensable sequences was the normalized proportion of
mapped reads from indica accessions less than 0.1. These
results suggest that lots of sequences might have
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introgressed from the indica subspecies to the japonica
subspecies.
We further investigated the read coverage rate of
dispensable sequences for each subpopulation. For each
contig of the dispensable genome, the read coverage rate
was calculated by mapping raw reads of each accession
to this contig and the highest read coverage rate for each
subpopulation was taken as the read coverage rate for
each subpopulation. The read coverage rates of all the
three subpopulations for more than 40 % of the 52,976
contigs of the indica dispensable genome were higher
than 80 % (Figure S13 in Additional file 3). The coverage
rates of a lot of dispensable sequences were quite differ-
ent among subpopulations. More sequences with higher
coverage rates were found in indica than in japonica
(Figure S13 in Additional file 3). This is consistent with
the results of previous studies that the genome diversity
of indica accessions is higher than the genome diversity
of japonica [25].
The population pattern of each haplotype of the contigs
in the dispensable genome was also examined. Interest-
ingly, the sequence of PSTOL1, which was identified in
the aus-type rice variety Kasalath, could be constructed
accurately using reads from japonica accessions [35]. This
indicates the complexity of the population patterns of the
dispensable genome.
The composition of dispensable sequences
To investigate the composition of dispensable sequences,
we tried to explore the relationship between the dispens-
able sequences and the Nipponbare reference genome, es-
pecially the sequences of annotated genes. The sequences
of exons and introns with a length greater than 200 bp
were aligned to the contigs of the dispensable genomes
using Blastn. If multiple exons/introns that were aligned
to a contig overlapped with each other, only the one with
the largest query coverage was retained. Only those
exons/introns with more than 90 % of their sequences
aligned to a contig were used for further analysis. In total,
5146 contigs of the indica dispensable genome contained
multiple exons and introns from 6302 different reference
genes (Figure S14a in Additional file 3; Additional file 17).
Of all the 5146 contigs, 1165 (22.7 %) were aligned to the
other sequenced Oryza genomes with improved match
length (≥90 % of the length of the contig) compared with
the alignment to the Nipponbare reference genome
(≤50 % of the length of the contig), a proportion higher
than the whole indica dispensable genome level (Fisher’s
exact test, P ≤ 2.7e-24). Among these 6302 reference
genes, 3893 were transposons or retrotransposons, 311
were annotated as expressed proteins, and 1101 were an-
notated as “hypothetical proteins” (release 6.1 of the MSU
Rice Genome Annotation Project). The remaining 997
reference genes encoded proteins with potential functions,
including OsWAK receptor-like protein kinase, disease re-
sistance protein and jacalin-like lectin domain containing
protein. Among these 6302 genes, genes encoding RNase,
reverse transcriptase, protease, transposase, zinc finger,
and plant mobile domain were found significantly
enriched compared with the genes of the Nipponbare
reference genome (Fisher’s exact test, P ≤ 1e-4; Additional
file 18). For the japonica dispensable genome, 3120 con-
tigs contained multiple exons and introns from 4278
different reference genes, among which genes encoding
RNase, reverse transcriptase, protease, transposase, plant
mobile domain, and salt stress response protein were
found significantly enriched, which is quite similar to the
indica dispensable genome.
The transposon composition of each contig of the
indica dispensable genome was surveyed using the
transposon annotation result provided by CENSOR
[54]. If more than 50 % of the sequence of a contig was
annotated to contain at least two transposons, it was
considered as a transposon cluster. As a result, 636
transposon clusters were detected within the indica dis-
pensable genome, 215 (33.8 %) of which were aligned
to the other sequenced Oryza genomes with improved
match length (≥90 % of the length of the contig) com-
pared with the alignment to the Nipponbare genome
(≤50 % of the length of the contig) (Figure S14b in
Additional file 3). More than half of the transposons
involved in the formation of these 636 transposon
clusters were MITEs (Additional file 19). We also
downloaded all the long terminal repeat (LTR) retro-
transposons from RetrOryza and aligned the internal
regions and LTR regions to the contigs of the dispens-
able genome [55]. An intact LTR retrotransposon con-
tains two LTRs and an internal region. For the indica
dispensable genome, 8668 (16 %) contigs were found to
contain only one LTR or the internal region of a spe-
cific LTR retrotransposon and 896 (2 %) contigs con-
tained at least two of the three elements of an LTR
retrotransposon (Additional file 20). Among these 9564
contigs, 1198 (12.5 %) were aligned to the other se-
quenced Oryza genomes with improved match length
(≥90 % of the length of the contig) compared with the
alignment to the Nipponbare genome (≤50 % of the
length of the contig).
In maize, rice, and Arabidopsis, a few Mutator-like
transposable elements (MULEs) were shown to carry
fragments of cellular genes, which were called Pack-
MULEs. Jiang et al. [56] reported that over 3000 Pack-
MULEs in rice contained fragments deriving from
more than 1000 cellular genes. The indica dispensable
genome was searched for Pack-MULEs following the
procedures described by a previous study [57]. As a
result, 35 Pack-MULEs were found to carry fragments
of 37 cellular genes (Additional file 21). Twenty of
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these 37 cellular genes were annotated to encode
hypothetical proteins while several genes were anno-
tated to encode myb domain proteins and zinc finger
proteins.
Association mapping of agronomic and metabolic traits
using the dispensable genome
Since the results of the population pattern analysis suggest
that different rice accessions have different sequence com-
positions in their dispensable genomes, the differences in
the dispensable sequences might be regarded as markers
to investigate their contributions to phenotypic variation.
Accordingly, we aligned all the reads unmapped to the
Nipponbare genome to both the indica and japonica dis-
pensable genomes and calculated the sequencing depth of
each accession at every genomic position for each dispens-
able sequence (“Materials and methods”). Then each
dispensable sequence was split into 500-bp overlapping
windows (with 250-bp step size) and the average read
depth in each window was calculated for each rice acces-
sion. Since the depth value for a specified 500-bp window
varied among different accessions, it is referred to as a
depth polymorphism (DP). The continuous data of DPs
[termed continuous DPs (CDPs)] were transformed into
Boolean values [termed Boolean DPs (BDPs)] (“Materials
and methods”). A total of 463,765 DPs were constructed
and 412,320 (88.9 %) were assigned genomic positions
relative to the Nipponbare reference genome. Among the
1483 accessions, 533 accessions were collected and se-
quenced by us in a previous study with available pheno-
typic values for agronomic and metabolic traits [9]. We
further carried out GWASs using both CDPs and BDPs.
We first performed a GWAS for rice grain width using
both a set of 3.9 million SNPs identified by mapping reads
against the reference genome in a previous study [9] and
the 0.46 million DPs (Fig. 7a, b). A sharp peak with a lead
SNP, sf0505373357 (P = 1.3 × 10−24), 12 kb away from the
cloned grain size gene GW5 was identified (Figure S15a in
Additional file 3). When using CDPs, the DP marker
OsIPC05060021-1251-1650 (Fig. 7a) was most significant
(P = 9.9 × 10−23) and another DP marker, OsJPC05060030-
1-500, was the second most significant (P = 1.9 × 10−22).
When using BDPs, these two markers became more
significant (OsIPC05060021-1251-1650, P = 5.8 × 10−37;
OsJPC05060030-1-500, P = 2.1 × 10−36). The first DP
marker is from contig OsIPC05060021 of the indica dis-
pensable genome and the second is from contig
OsJPC05060030 of the japonica dispensable genome, both
of which contain a large part of the GW5/qSW5 coding re-
gion, which can be fully constructed by local de novo re-
assembly (Fig. 7b). GW5 encodes a novel nuclear protein
which is deleted from the Nipponbare genome and thus
has not been annotated in any rice genome annotation
(Fig. 7b).
We further carried out GWASs using linear mixed
model (LMM) for rice metabolic traits, including 840
metabolites [9], using CDPs and BDPs. A set of 524 rice
accessions were cultivated in two places and the collec-
tion of samples and metabolite profiling were performed
separately; thus, the two replicates could be analyzed in-
dependently, generating a total of 1680 metabolic traits.
After performing GWASs, the most significant SNP
(termed the lead SNP), CDP and BDP for each trait were
recorded and compared. In all, 854 traits with SNPs, 935
traits with CDPs and 790 traits with BDPs passed the
genome-wide significance threshold (P = 6.6 × 10−8).
Around 23.4 % (219/935) of the most significant CDPs
and 11.4 % (90/790) of BDPs could not be located on
the reference genome. Compared with the highest asso-
ciation signals identified using SNPs [9], we found that
23.5 % (220/935) and 16.6 % (131/790) of metabolites
had stronger association signals (100 times smaller P
values) with CDPs and BDPs, respectively (Fig. 7c;
Figure S15c in Additional file 3). For 41.6 % of the 854
traits associated with significant SNPs, the most signifi-
cant SNPs had concordant genomic locations (<100 kb)
with significant CDPs (P ≤ 6.6 × 10−8) or similarly sig-
nificant (the difference of P values less than 100 times)
CDPs (Fig. 7d; Additional file 22). These results suggest
that the dispensable sequences are an important part of
the genome associated with phenotypic traits and
underlying causes of missing heritability [58].
Discussion
The dispensable sequences present in the population but
absent from the reference assembly are important to un-
derstanding the genetic repertoire of a species [3]. The
usual way to construct such non-reference sequences is
assembling the deep-sequencing data of representative
individuals [1, 7]. In this study, a metagenome-like
assembly strategy was adopted to identify dispensable
sequences by de novo assembly of low-coverage popula-
tion sequencing data of 1483 rice accessions. Sequence
heterozygosity, which was demonstrated as a major chal-
lenge facing this metagenome-like assembly strategy,
was partly resolved by use of a large sample size to pro-
vide adequate sequencing depth for lots of dispensable
sequences and categorizing the population into two
groups to reduce the sequence diversity within the same
group. Each dispensable sequence was assigned a gen-
omic position relative to the Nipponbare reference
genome. In addition, accurate sequences for different
haplotypes of each dispensable sequence were con-
structed utilizing a local de novo reassembly strategy,
which was shown to be an efficient solution to sequence
heterozygosity. Various forms of evidence proved the
feasibility and efficiency of these strategies. With the ad-
vance of next-generation sequencing and the availability
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of more and more population sequencing data [59],
these strategies will become more useful for future stud-
ies in rice and other species.
We performed association mapping studies for agrono-
mical and metabolic traits using dispensable sequences.
GWASs have been fruitful in many species, especially in
human. However, only SNPs that were identified against a
reference genome have been used in nearly all studies. To
the best of our knowledge, this is the first large-scale asso-
ciation mapping study using dispensable genomes. We
Fig. 7 Comparisons of association mapping using linear mixed model based on reference and dispensable genomes. a Manhattan plots for
association mapping of rice grain width using CDPs based on the dispensable genomes. The horizontal dashed line indicates the genome-wide
significance threshold (P = 6.6 × 10−8). The lead CDP is marked in brown and labeled. b Alignment of both the raw assembly and the local reassembly
of the contig harboring GW5/qSW5 to the Nipponbare genome. The aligned regions of the contigs and the Nipponbare genome are indicated by red
bars and connected by dashed lines. OsIPC05060021H3C4 and OsIPC05060021H1C3 are the local assembly of the contig OsIPC05060021. The black
parts of these two contigs indicate the regions which could be aligned to the Nipponbare genome while the green and red parts denote insertion
regions in the Nipponbare genome. The arrows indicate the strand of these sequences. The red segment of qSW5 indicates the position of the coding
region of qSW5 in these sequences. c Comparisons of LMM P values of lead SNPs with that of lead CDPs for 1169 metabolic traits of which the P values
for the lead SNPs or the lead CDPs passed the significance threshold. The red dashed line indicates where the P values of the two approaches are equal.
d The distribution of chromosome distances between significant lead SNPs and the closest significant (P ≤ 6.6 × 10−8) or similarly significant
(the difference of P values less than hundred times) CDPs
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found that 23.5 % of metabolic traits had higher associ-
ation signals with polymorphisms of dispensable se-
quences than SNPs of the reference genome and 41.6 %
of trait-associated SNPs had genomic locations con-
cordant with associated dispensable sequences. These
results suggest that the dispensable genome should be
taken into account in association mapping and is an
underlying cause of missing heritability. The dispens-
able sequences provide not only additional associated
markers but also candidate genes, both of which are
valuable resources for QTL mapping and GWASs.
Rice is an important crop that feeds half of the world
population. Its yield and biotic/abiotic resistance need to
be greatly improved in the coming decades to solve food
shortages caused by population growth. In this study,
more than 8000 protein-coding genes absent from the
Nipponbare reference genome were successfully con-
structed. A proportion of proteins with annotated do-
mains and families related to disease or stress resistance
were found in the dispensable genome, such as LRR and
NB-ARC domain-containing proteins, the stress-antifung
family and WRKY family proteins. Together, these imply
that the rice dispensable genome contains a significant
amount of genetic resources that are useful for rice
phenotype improvement.
Exploring the relationship between the dispensable gen-
ome and the reference genome is helpful for inspecting
genome evolution. In this study, we observed 833
chromosome hotspots enriched with dispensable se-
quences. The formation mechanism of these hotspots
needs further investigation. We also found 5146 contigs of
the indica dispensable genome to be composed of exons
and introns of different reference genes. Among 6302 an-
notated reference genes, the genes which encode enzymes
and NBS-LRR domains were found to be significantly
enriched compared with genes of the Nipponbare refer-
ence genome. This may indicate that parts of the dispens-
able sequences are formed by the shuffling of exons and
introns of reference genes, which was reported to be in-
volved in the formation of novel enzymes and NBS-LRR
genes [60, 61]. Within the indica dispensable genome, 636
transposon clusters were found, more than 50 % of whose
sequences contained at least two transposons. In addition,
8668 contigs were found to contain only one LTR or the
internal region of a specific LTR retrotransposon and 896
contigs contained at least two of the three elements of a
LTR retrotransposon. This indicates that the deletion of
LTR retrotransposons, which was reported to be involved
in the evolution of the rice genome, may contribute to the
composition of the rice dispensable genome [2, 62]. All in
all, our study, for the first time, has explored the dispens-
able genome of a higher organism at the population level.
These findings will shed light on studies of new gene evo-
lution, genome evolution and speciation.
Conclusions
Our results suggest the feasibility and advantages of build-
ing the dispensable genome of a species using low-
coverage population sequencing data. The sequences con-
structed will be helpful for understanding the rice dispens-
able genome and complementary to the reference genome
for picking candidate genes associated with variations of
agronomic and metabolic traits.
Materials and methods
Collection of sequence data
Low coverage (~1–3×) sequencing data of 1483 cultivated
rice accessions, comprising 11.3 billion reads, were down-
loaded from the National Center for Biotechnology Infor-
mation (NCBI) Sequence Read Archive (SRA) [GenBank:
PRJNA171289] and European Nucleotide Archive [EMBL:
ERP000106, ERP000729] (Additional file 1) [8].
Genetic structure analysis of the rice population
We performed discriminant analysis of principal compo-
nents based on 206,189 evenly distributed SNPs and
classified the rice accessions into subgroups using the
dapc function in the R package adegenet [63]. For SNP
selection, we split the genome into ~5-kb regions; at
most, three SNPs with minor allele frequencies ≥0.1
were randomly chosen for each region. The 1483 rice
accessions were classified into four subgroups, indica,
aus, temperate japonica, and tropical japonica, based on
the results of population structure analysis and previous
studies [8, 19]. Accessions of indica and aus groups were
used to construct the indica dispensable genome while
accessions of temperate japonica and tropical japonica
groups were used to construct the japonica dispensable
genome.
Extraction of reads that could not be mapped to the
reference genome
Both reads of a read pair of which at least one read
could not be mapped to the Nipponbare reference gen-
ome (release 6.1 of the MSU Rice Genome Annotation
Project) were collected to do de novo assembly. The
mapped read is helpful for determining the relationship
between the assembly results and the Nipponbare refer-
ence genome, and for inspecting the distribution of in-
sertions in the Nipponbare genome. A stringent filtering
rule was employed to remove low quality reads prior to
assembly (Additional file 12). Jellyfish (version 1.1.5) [24]
and Quake (version 0.3.0) [64] were used for computing
k-mer frequencies and correcting sequencing errors in
the reads before assembly (Additional file 12).
The metagenome-like assembly strategy
Due to the low sequencing coverage of each accession,
reads of various accessions were combined to do de novo
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assembly. The greatest challenge facing this approach is
the substantial sequence variations between different ac-
cessions. To address this challenge, an assembly strategy
used in metagenomic studies was introduced, since the
mixed population sequencing data are similar to metage-
nomic sequencing data, which are a mixture of multiple
species of a community. First, due to the substantial gen-
omic differences between rice subspecies, all the 1483
accessions were categorized into two groups correspond-
ing to either indica and japonica subspecies of rice and
based on accession information and whole genome SNPs.
Second, reads of each group were assembled independ-
ently using two assemblers, SOAPdenovo (version 1.05)
[21] and Meta-IDBA (version 0.20, default parameters)
[22] (Fig. 1a), which have been used widely in metage-
nomic studies [65]. SOAPdenovo (k-mer set as 63) was
used with the specific parameter ‘-M 3’ as recommended
for metagenomic data by a previous study [66]. Meta-
IDBA is an iterative de Bruijn graph short read assembler
specially designed for de novo metagenomic assembly.
After discarding sequences shorter than 500 bp, the re-
sults of GICL were considered as the final assembly.
Removal of contamination from the assembly result
Part of the reads which could not be mapped to the
Nipponbare genome might be contamination. These se-
quences must be removed before further analysis.
DeconSeq (version 0.4.1) [67] was applied in this step
(Fig. 1a) in which several genome sequences were used
to build the “remove” databases and the “retain” data-
bases. The remove databases were used to screen for
contaminations while the retain databases were used to
eliminate redundant hits with higher similarity to non-
contaminant genomes. Bacterial genomes, viral genomes,
influenza genomes, and the human reference genome
were all used to build the remove databases in this study
while several plant genomes were used as the retain data-
bases. Stringent parameters (5 % for coverage threshold,
90 % for identity threshold) were used for DeconSeq to
filter potential contamination. All the genome sequences
were downloaded from NCBI [68].
After the filtering by DeconSeq, the remaining se-
quences were further aligned to the NCBI Nucleotide
collection database using Blastn (version 2.2.18) [44] to
remove contamination. Sequences that were aligned to
all sequenced plant genomes with matched lengths
smaller than 300 bp were not subject to further analysis
because of the difficulty of annotation, but these se-
quences are available for download from the Panrice
website [16].
PCR validation of de novo assembly
To evaluate the accuracy of the de novo assembly, PCR
validation was performed using 30 contigs randomly
selected from contigs with poor alignment (Blastn, query
coverage <20 %) to any of the five sequenced genomes
of the Oryza genus. PCR primers were designed to amp-
lify DNA fragments with lengths ranging from 1162 bp
to 2077 bp from these 30 randomly selected contigs
(Additional file 5). For each contig, all the sequencing
reads of different rice accessions were aligned to the
contig using BWA (version 0.6.1) [20] and the genomic
DNA of the rice accession with the highest read coverage
for this contig was used as a template. For comparison,
the genomic DNA of Nipponbare was also amplified using
the designed primers of each contig.
Sequenced genomes of the Oryza genus
Five sequenced genomes of the Oryza genus were used in
this study: Oryza sativa L. ssp. japonica (Nipponbare)
[69], Oryza sativa L. ssp. indica (93-11) [26, 70], Oryza
glaberrima (African cultivated rice) [27, 70], Oryza bra-
chyantha (African wild rice) [28, 70], and Oryza rufipogon
(W1943, Asian wild rice) [71]. The genome sequences of
Oryza glaberrima, Oryza brachyantha, and Oryza rufipo-
gon were the results of the Oryza Map Alignment Project
(OMAP), which aimed to generate reference sequences
for collective Oryza genomes [72].
Annotation of the assembly results
In spite of the successful construction of several cloned
genes, the contig sequences obtained are expected to be
error-prone. Annotation of these contigs is more trouble-
some than that of the usual genome. An integrative anno-
tation pipeline was applied to predict protein-coding
genes in the dispensable genome sequences (Additional
file 12). Two ab initio gene predictors, Fgenesh (version
3.1.2) [39] and AUGUSTUS (version 2.5.5) [40], were used
to predict protein-coding genes de novo. All the protein
sequences of the grass family were downloaded from Gra-
mene [70] and used as input to GeneWise (version 2.2.0)
[41], which predicts protein-coding genes based on the
homology between protein sequences and genome se-
quences. All the RNA-seq data of rice were downloaded
from the NCBI SRA database and the website of the
Comai Lab [73]. Low quality reads were filtered out by a
stringent rule (Additional file 12) and the high quality
reads were then mapped to the contigs using TopHat (ver-
sion 2.0.4) [52]. Transcripts were further obtained from
the mapping results using inchworm (version 2011-03-13)
to do reference-guided assembly [74]. The assembled
transcripts were then mapped to the contigs using PASA
(version 2011-05-20) [42] and gmap (version 2012-04-05)
[75]. Finally, the prediction results of Fgenesh, AUGUS-
TUS, and GeneWise and the alignment result of PASA
were combined by EvidenceModeler (version 2012-06-25)
[43], and were further used as input to PASA for updating.
Predicted genes which could be aligned to the Nipponbare
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reference genome with ≥85 % coverage and ≥85 % identity
were further removed to eliminate potential paralogs. The
predicted genes that satisfied at least one of the following
two rules were regarded as high confidence genes. First,
more than 90 % of the coding region of a predicted gene
is covered by protein sequences of the grass family and
more than 60 % of the coding region is covered by any
transcript assembled by inchworm. Second, the protein
coded by a predicted gene can be aligned to a protein of
the grass family with reciprocal coordinate overlap of
more than 90 %.
To annotate transposable elements within the assem-
bled contigs of the dispensable genomes, CENSOR (ver-
sion 4.2.27) [54] was used taking the Oryza transposons in
Repbase [76] as the repetitive library. The only transpo-
sons annotated were those with more than 80 % of their
sequences aligned to a contig of the dispensable genome.
Expression profiling of predicted genes of the
dispensable genome
RNA sequencing data of ten experiments (Additional file
10) were collected from NCBI SRA database and the
website of the Comai lab. These data were aligned to the
dispensable genome independently using TopHat [52]
with the predicted genes’ structures as input. The align-
ments were then used as input to Cufflinks (version
1.2.1) to assemble the reads into transcripts and quantify
the expression level of each transcript [77].
Identifying genomic positions relative to the Nipponbare
genome from literature for genes absent from the
Nipponbare genome
For PSTOL1, the bacterial artificial chromosome (BAC)
sequence was reported to correspond to a 145-kb
sequence interval between positions 15,321,347 and
15,466,417 on chromosome 12 of Nipponbare RefSeq
(TIGR/MSU version 5). This genomic interval corre-
sponds to positions between 15,321,347 and 15,466,417
on chromosome 12 of MSU version 6.1. The genomic
position for PSTOL1 was determined based on its pos-
ition in the BAC sequence. Since the gene Sub1B was
reported to be about 45 kb away from Sub1A, its se-
quence was aligned to the pseudomolecules of MSU
version 6.1 and the resulting genomic interval was
regarded as the genomic position of Sub1A. The BAC
sequence harboring Pikm1-TS and Pikm2-TS was
aligned to the pseudomolecules of MSU version 6.1 to
get a genomic interval and the genomic positions of
Pikm1-TS and Pikm2-TS were determined based on
their positions in this BAC. The reported sequence
[GenBank: AB433345] (11,150 bp) containing GW5 of
rice accession Kasalath was aligned to the pseudomole-
cules of MSU version 6.1 to get a genomic interval and
the genomic position of GW5 was determined based on
its position in this sequence. The reported sequence
[GenBank: AY986492] (2361 bp) containing Xa27 of
rice accession IRBB27 was aligned to the pseudomole-
cules of MSU version 6.1 to get a genomic interval and
the genomic position of Xa27 was determined based on
its position in this sequence.
Local de novo reassembly strategy
For a contig that can be assigned a genomic position rela-
tive to the Nipponbare genome, the distance between any
two of the 1483 rice accessions was calculated using the
100 SNPs of the Nipponbare genome around this contig
and accessions with a distance of zero between each other
were grouped together. For a contig that could not be
assigned a genomic position, all the 1483 rice accessions
were divided into six groups based on the distance calcu-
lated using the whole genome SNPs (Additional file 23).
Then the read pairs of each subgroup that could be
mapped to this contig were assembled separately using
Fuzzypath [78] (parameter “kmer” set as 31).
Association mapping using the dispensable genomes
The sequencing depth of the dispensable sequences of
each accession could be regarded as markers, which we
termed “depth polymorphisms”. For each of the 533 rice
accessions that we sequenced at ~2.5×, reads unmapped
to the Nipponbare reference genome were aligned to
both the indica and japonica dispensable genomes and
the read depth at each position was obtained using
SAMtools (samtools depth -q 10 -Q 20). Then the aver-
age read depth in 500-bp overlapping windows (with
250-bp step size) were computed for each rice accession.
The average read depth larger than eight was arbitrarily
set as eight. The depth values were further corrected by
accounting for the average sequencing depth of each
accession. We then transformed the continuous data
(termed continuous DPs) into Boolean values (termed
Boolean DPs) by setting out a threshold of 0.1 by manual
inspection (values less than 0.1 were set to 0 and greater
than 0.1 were set to 1). Only CDPs with the frequency of
both 0 and 1 in BDPs ≥0.05 were used to carry out
GWASs. We performed GWASs using methods de-
scribed in our previous study [9], except that the FaST-
LMM program was replaced by EMMAX [79], which is
implemented in R from the MLMM package [80] and
could deal with continuous values. The genetic and
residual variance components were estimated by the
restricted maximum likelihood (REML) method. The
kinship coefficients (K matrix) used in linear mixed
model were defined as the proportion of identical geno-
types for 188,165 randomly sampled, evenly distributed
SNPs for each pair of individuals, as were used in a pre-
vious study [9]. A total of 3,916,415 SNPs with minor
allele frequency ≥0.05 that were identified by mapping
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reads to the reference genome in a previous study [9] for
the same association panel were used to carry out
GWASs. To save computing resources, only the most
significant 1000 SNPs for each metabolic trait identified
by FaST-LMM previously [9] were extracted and com-
bined with CDP and BDP data to carry out GWASs
using EMMAX. The genome-wide significance threshold
(P = 6.6 × 10−8) used in a previous study for the same as-
sociation panel was adopted [9].
Additional files
Additional file 1: Table S1. Collection of sequence data. (DOCX 14 kb)
Additional file 2: Table S2. Mapping rate of sequencing reads aligned
to the Nipponbare genome of different accessions. (XLS 107 kb)
Additional file 3: Supplementary figures. (PDF 3352 kb)
Additional file 4: Table S3. Alignment of contigs of the indica
dispensable genome to different sequenced genomes of the Oryza
genus. (XLS 8272 kb)
Additional file 5: Table S4. PCR validation of 43 DNA fragments from
30 randomly selected contigs. Primer position is the position of a primer
in the sequence of the contig. (XLS 19 kb)
Additional file 6: Table S5. The alignment of genes in the sequenced
region of Kasalath that harbors PSTOL1 to the dispensable genome.
(XLS 17 kb)
Additional file 7: Table S6. Blastn alignment result of the full-length
cDNA sequences of 12 O. rufipogon genes to the contigs of the dispensable
genome. (DOC 35 kb)
Additional file 8: Table S7. The alignment of predicted proteins of
the indica dispensable genome to proteins coded by cloned genes of
the Nipponbare genome using Blastp. (XLS 33 kb)
Additional file 9: Table S8. The Pfam annotation results of the
predicted proteins of the indica dispensable genome. See the Pfam
website [81] for more details. (XLS 222 kb)
Additional file 10: Table S9. RNA sequencing data used in the
expression profiling of predicted genes of the dispensable genome.
(XLS 10 kb)
Additional file 11: Table S10. Sheet 1 shows the transposon
annotation results of the indica dispensable genome given by Censor.
Sheet 2 is the transposon annotation results of the japonica dispensable
genome given by Censor. (XLS 5583 kb)
Additional file 12: Supplementary methods. (PDF 356 kb)
Additional file 13: Table S11. Sheet 1 shows the genomic position
relative to the Nipponbare genome for contigs of the indica dispensable
genome. Sheet 2 shows the genomic position relative to the Nipponbare
genome for contigs of the japonica dispensable genome. (XLS 22307 kb)
Additional file 14: Table S12. The genomic positions relative to the
Nipponbare genome of overlapping contigs of the indica and japonica
dispensable genomes. Genomic positions were determined using an
integration approach based on alignment and linkage disequilibrium for
7820 indica contigs corresponding to 7689 japonica contigs which were
found to have reciprocal coordinate overlap of more than 60 % (identity
≥90 %). (XLS 1582 kb)
Additional file 15: Table S13. Identified chromosome insertion
hotspots. (XLS 51 kb)
Additional file 16: Table S14. Sheet 1 shows contigs of the indica
dispensable genome that were composed by reads mainly from a
subgroup. Sheet 2 shows contigs of the japonica dispensable genome
that were composed by reads mainly from a subgroup. Columns 2–4
show the percentage of reads mapped to the contig that belong to each
subgroup. (XLS 1556 kb)
Additional file 17: Table S15. Sheet 1 shows the contigs of the indica
dispensable genome related to exon/intron shuffling. Sheet 2 displays
the contigs of the japonica dispensable genome related to exon/intron
shuffling. (XLS 3716 kb)
Additional file 18: Table S16. Functional enrichment analysis of 6302
reference genes involved in the formation of non-reference sequences
through exon/intron shuffling. The hmm accession for all the 6302
reference genes was extracted, and the number of genes with a specific
hmm accession involved in the formation of non-reference sequences
through exon/intron shuffling were compared with the whole genome
level to find enriched accessions. In total, 3581 of these 6302 genes and
33,581 genes of the whole genome were annotated by Pfam. (DOC 40 kb)
Additional file 19: Table S17. Sheet 1 shows the transposon clusters
found within the indica dispensable genome. Sheet 2 shows the transposon
clusters found within the japonica dispensable genome. The second to sixth
columns show the percentage of query coverage of the alignment of the
contig to different sequenced Oryza genome. (XLS 323 kb)
Additional file 20: Table S18. LTR retrotransposons found within the
dispensable genome. (XLS 2869 kb)
Additional file 21: Table S19. Pack-MULEs found within the indica
dispensable genome. (XLS 15 kb)
Additional file 22: Table S20. Association mapping results of
metabolic traits using whole genome SNPs or depth polymorphisms of
the dispensable genome. Lead_SNP is the SNP with the most significant
association signal for a specific metabolic trait. Chromosome is the
chromosome position of Lead_SNP. Position is the chromosome position
of Lead_SNP. P value is the association P value for Lead_SNP. Close_DP is
the associated depth polymorphism closest to Lead_SNP. Close_DP_P
value is the association P value for close_DP. Close_DP_Position is the
genomic position of Close_DP relative to the Nipponbare genome.
Close_DP_Distance is the distance (kb) between the Lead_SNP and the
Close_DP. Lead_CDP is the continuous depth polymorphism with the
most significant association signal for a specific metabolic trait. Lead_CDP_P
value is the association P value for Lead_CDP. Lead_CDP_Pfam is the Pfam
prediction result for Lead_CDP. Lead_BDP is the Boolean depth
polymorphism with the most significant association signal for a specific
metabolic trait. Lead_BDP_P value is the association P value for Lead_BDP.
Lead_BDP_Pfam is the Pfam prediction result for Lead_BDP. (XLS 496 kb)
Additional file 23: Table S21. The rice accessions were classified into
six groups (groups A–F) to do local reassembly for contigs which could
not be assigned genomic positions relative to the reference genome.
(XLS 86 kb)
Abbreviations
BAC: bacterial artificial chromosome; BDP: Boolean depth polymorphism;
bp: base pair; CDP: continuous depth polymorphism; DP: depth polymorphism;
GWAS: genome-wide association study; LD: linkage disequilibrium; LMM: Linear
mixed model; LRR: leucine-rich repeat; LTR: long terminal repeat;
MITE: miniature inverted-repeat transposable element; MSU: Michigan State
University; MULE: Mutator-like transposable element; NCBI: National Center for
Biotechnology Information; PCR: polymerase chain reaction; QTL: quantitative
trait locus; RPKM: reads/per kilobase merged exonic region/per million mapped
reads; SNP: single nucleotide polymorphism; SRA: Sequence Read Archive..
Competing interests
The authors declare that they have no competing interests.
Authors’ contributions
WX conceived the study, analyzed the data and wrote the manuscript. WY
analyzed the data and wrote the manuscript. GL performed the PCR
experiments. HZ built the Panrice website. GW and XL contributed the
DNA sequencing data and some of the rice plant materials. All authors
read and approved the final manuscript.
Acknowledgements
We thank Prof. Chengjun Zhang at Kunming Institute of Botany, Chinese
Academy of Sciences, Prof. Guoliang Li at Huazhong Agricultural University,
and anonymous reviewers for their valuable suggestions and help with
Yao et al. Genome Biology  (2015) 16:187 Page 18 of 20
improving the manuscript, and Dr. David Kudrna for English editing. This
work was supported by grants from the National High Technology
Research and Development Program of China (863 Program:
2012AA10A304, 2014AA10A602), the National Natural Science Foundation
of China (31571375, 31123009) and the Project Program of National Key
Laboratory of Crop Genetic Improvement.
Received: 12 July 2015 Accepted: 20 August 2015
References
1. Li R, Li Y, Zheng H, Luo R, Zhu H, Li Q, et al. Building the sequence map of
the human pan-genome. Nat Biotechnol. 2009;28:57–63.
2. Morgante M, De Paoli E, Radovic S. Transposable elements and the plant
pan-genomes. Curr Opin Plant Biol. 2007;10:149–55.
3. Marroni F, Pinosio S, Morgante M. Structural variation and genome
complexity: is dispensable really dispensable? Curr Opin Plant Biol.
2014;18:31–6.
4. Medini D, Donati C, Tettelin H, Masignani V, Rappuoli R. The microbial
pan-genome. Curr Opin Genet Dev. 2005;15:589–94.
5. Hirsch CN, Foerster JM, Johnson JM, Sekhon RS, Muttoni G, Vaillancourt B, et
al. Insights into the maize pan-genome and pan-transcriptome. Plant Cell.
2014;26:121–35.
6. Tettelin H. Genome analysis of multiple pathogenic isolates of
Streptococcus agalactiae: Implications for the microbial “pan-genome”. Proc
Natl Acad Sci U S A. 2005;102:13950–5.
7. Y-h L, Zhou G, Ma J, Jiang W, Jin L-g, Zhang Z, et al. De novo assembly of
soybean wild relatives for pan-genome analysis of diversity and agronomic
traits. Nat Biotechnol. 2014;32:1045–52.
8. Huang X, Zhao Y, Wei X, Li C, Wang A, Zhao Q, et al. Genome-wide
association study of flowering time and grain yield traits in a worldwide
collection of rice germplasm. Nat Genet. 2011;44:32–9.
9. Chen W, Gao Y, Xie W, Gong L, Lu K, Wang W, et al. Genome-wide
association analyses provide genetic and biochemical insights into natural
variation in rice metabolism. Nat Genet. 2014;46:714–21.
10. Xie W, Feng Q, Yu H, Huang X, Zhao Q, Xing Y, et al. Parent-independent
genotyping for constructing an ultrahigh-density linkage map based on
population sequencing. Proc Natl Acad Sci U S A. 2010;107:10578–83.
11. International Rice Genome Sequencing Project. The map-based sequence of
the rice genome. Nature. 2005;436:793–800.
12. Jiang Y, Cai Z, Xie W, Long T, Yu H, Zhang Q. Rice functional genomics
research: Progress and implications for crop genetic improvement.
Biotechnol Adv. 2012;30:1059–70.
13. Shomura A, Izawa T, Ebana K, Ebitani T, Kanegae H, Konishi S, et al. Deletion
in a gene associated with grain size increased yields during rice
domestication. Nat Genet. 2008;40:1023–8.
14. Xu K, Xu X, Fukao T, Canlas P, Maghirang-Rodriguez R, Heuer S, et al. Sub1A
is an ethylene-response-factor-like gene that confers submergence
tolerance to rice. Nature. 2006;442:705–8.
15. Ashikawa I, Hayashi N, Yamane H, Kanamori H, Wu J, Matsumoto T, et al. Two
adjacent nucleotide-binding site-leucine-rich repeat class genes are required
to confer Pikm-specific rice blast resistance. Genetics. 2008;180:2267–76.
16. Panrice. http://panrice.ncpgr.cn.
17. Kawahara Y, de la Bastide M, Hamilton J, Kanamori H, McCombie W,
Ouyang S, et al. Improvement of the Oryza sativa Nipponbare reference
genome using next generation sequence and optical map data. Rice.
2013;6:1–10.
18. Zhao H, Yao W, Ouyang Y, Yang W, Wang G, Lian X, et al. RiceVarMap: a
comprehensive database of rice genomic variations. Nucleic Acids Res.
2015;43:D1018–22.
19. Huang X, Wei X, Sang T, Zhao Q, Feng Q, Zhao Y, et al. Genome-wide
association studies of 14 agronomic traits in rice landraces. Nat Genet.
2010;42:961–7.
20. Li H, Durbin R. Fast and accurate short read alignment with Burrows-Wheeler
transform. Bioinformatics. 2009;25:1754–60.
21. Li R, Zhu H, Ruan J, Qian W, Fang X, Shi Z, et al. De novo assembly of
human genomes with massively parallel short read sequencing. Genome
Res. 2010;20:265–72.
22. Peng Y, Leung HCM, Yiu SM, Chin FYL. Meta-IDBA: a de Novo assembler for
metagenomic data. Bioinformatics. 2011;27:i94–101.
23. Pertea G, Huang X, Liang F, Antonescu V, Sultana R, Karamycheva S, et al.
TIGR Gene Indices clustering tools (TGICL): a software system for fast
clustering of large EST datasets. Bioinformatics. 2003;19:651–2.
24. Marcais G, Kingsford C. A fast, lock-free approach for efficient parallel
counting of occurrences of k-mers. Bioinformatics. 2011;27:764–70.
25. Gao L-z. Innan H. Nonindependent domestication of the Two rice
subspecies, Oryza sativa ssp. indica and ssp. japonica, demonstrated by
multilocus microsatellites. Genetics. 2008;179:965–76.
26. Yu J, Hu S, Wang J, Wong GK, Li S, Liu B, et al. A draft sequence of the rice
genome (Oryza sativa L. ssp. indica). Science. 2002;296:79–92.
27. Sakai H, Ikawa H, Tanaka T, Numa H, Minami H, Fujisawa M, et al. Distinct
evolutionary patterns of Oryza glaberrima deciphered by genome
sequencing and comparative analysis. Plant J. 2011;66:796–805.
28. Chen J, Huang Q, Gao D, Wang J, Lang Y, Liu T, et al. Whole-genome
sequencing of Oryza brachyantha reveals mechanisms underlying Oryza
genome evolution. Nat Commun. 2013;4:1595.
29. Huang X, Kurata N, Wei X, Wang Z-X, Wang A, Zhao Q, et al. A map of rice
genome variation reveals the origin of cultivated rice. Nature. 2012;490:497–501.
30. Weng J, Gu S, Wan X, Gao H, Guo T, Su N, et al. Isolation and initial
characterization of GW5, a major QTL associated with rice grain width and
weight. Cell Res. 2008;18:1199–209.
31. Wang Z-X, Yano M, Yamanouchi U, Iwamoto M, Monna L, Hayasaka H, et al.
The Pib gene for rice blast resistance belongs to the nucleotide binding
and leucine-rich repeat class of plant disease resistance genes. Plant J.
1999;19:55–64.
32. Gu K, Yang B, Tian D, Wu L, Wang D, Sreekala C, et al. R gene expression
induced by a type-III effector triggers disease resistance in rice. Nature.
2005;435:1122–5.
33. Hattori Y, Nagai K, Furukawa S, Song X-J, Kawano R, Sakakibara H, et al. The
ethylene response factors SNORKEL1 and SNORKEL2 allow rice to adapt to
deep water. Nature. 2009;460:1026–30.
34. Horie T, Yoshida K, Nakayama H, Yamada K, Oiki S, Shinmyo A. Two types of
HKT transporters with different properties of Na + and K+ transport in Oryza
sativa. Plant J. 2001;27:129–38.
35. Gamuyao R, Chin JH, Pariasca-Tanaka J, Pesaresi P, Catausan S, Dalid C, et al.
The protein kinase Pstol1 from traditional rice confers tolerance of phosphorus
deficiency. Nature. 2012;488:535–9.
36. Heuer S, Lu X, Chin JH, Tanaka JP, Kanamori H, Matsumoto T, et al.
Comparative sequence analyses of the major quantitative trait
locusphosphorusuptake1(Pup1) reveal a complex genetic structure. Plant
Biotechnol J. 2009;7:456–71.
37. Lu T, Yu S, Fan D, Mu J, Shangguan Y, Wang Z, et al. Collection and
comparative analysis of 1888 full-length cDNAs from wild rice Oryza
rufipogon Griff. W1943. DNA Res. 2008;15:285–95.
38. RAP-DB. http://rapdb.dna.affrc.go.jp/rice_docs/docs_orgenes.html.
39. Salamov AA, Solovyev VV. Ab initio gene finding in Drosophila genomic
DNA. Genome Res. 2000;10:516–22.
40. Stanke M, Schöffmann O, Morgenstern B, Waack S. Gene prediction in
eukaryotes with a generalized hidden Markov model that uses hints from
external sources. BMC Bioinformatics. 2006;7:62.
41. Birney E, Clamp M, Durbin R. GeneWise and Genomewise. Genome Res.
2004;14:988–95.
42. Haas BJ, Delcher AL, Mount SM, Wortman JR, Smith Jr RK, Hannick LI, et al.
Improving the Arabidopsis genome annotation using maximal transcript
alignment assemblies. Nucleic Acids Res. 2003;31:5654–66.
43. Haas B, Salzberg S, Zhu W, Pertea M, Allen J, Orvis J, et al. Automated
eukaryotic gene structure annotation using EVidenceModeler and the
Program to Assemble Spliced Alignments. Genome Biol. 2008;9:R7.
44. Altschul SF, Gish W, Miller W, Myers EW, Lipman DJ. Basic local alignment
search tool. J Mol Biol. 1990;215:403–10.
45. Lu F-H, Park Y-J. An SNP downstream of the OsBEIIb gene is significantly
associated with amylose content and viscosity properties in rice (Oryza
sativa L.). J Cereal Sci. 2012;56:706–12.
46. Finn RD, Mistry J, Tate J, Coggill P, Heger A, Pollington JE, et al. The Pfam
protein families database. Nucleic Acids Res. 2010;38:D211–22.
47. Fedoroff NV. Transposable elements, epigenetics, and genome evolution.
Science. 2012;338:758–67.
48. Plant Repeat Databases. http://plantrepeats.plantbiology.msu.edu/about.html.
49. Smith JJ, Sumiyama K, Amemiya CT. A living fossil in the genome of a living
fossil: harbinger transposons in the coelacanth genome. Mol Biol Evol.
2012;29:985–93.
Yao et al. Genome Biology  (2015) 16:187 Page 19 of 20
50. Momose M, Abe Y, Ozeki Y. Miniature inverted-repeat transposable
elements of stowaway are active in potato. Genetics. 2010;186:59–66.
51. Yang G, Nagel DH, Feschotte C, Hancock CN, Wessler SR. Tuned for
transposition: molecular determinants underlying the hyperactivity of a
stowaway MITE. Science. 2009;325:1391–4.
52. Trapnell C, Pachter L, Salzberg SL. TopHat: discovering splice junctions with
RNA-Seq. Bioinformatics. 2009;25:1105–11.
53. RiceVarMap. http://ricevarmap.ncpgr.cn.
54. Kohany O, Gentles A, Hankus L, Jurka J. Annotation, submission and
screening of repetitive elements in Repbase: RepbaseSubmitter and Censor.
BMC Bioinformatics. 2006;7:474.
55. Chaparro C, Guyot R, Zuccolo A, Piégu B, Panaud O. RetrOryza: a database
of the rice LTR-retrotransposons. Nucleic Acids Res. 2007;35:D66–70.
56. Jiang N, Bao Z, Zhang X, Eddy SR, Wessler SR. Pack-MULE transposable
elements mediate gene evolution in plants. Nature. 2004;431:569–73.
57. Jiang N, Ferguson AA, Slotkin RK, Lisch D. Pack-Mutator-like transposable
elements (Pack-MULEs) induce directional modification of genes through
biased insertion and DNA acquisition. Proc Natl Acad Sci U S A.
2011;108:1537–42.
58. Eichler EE, Flint J, Gibson G, Kong A, Leal SM, Moore JH, et al. Missing
heritability and strategies for finding the underlying causes of complex
disease. Nat Rev Genet. 2010;11:446–50.
59. The 3,000 rice genomes project. The 3,000 rice genomes project.
GigaScience. 2014;3:7.
60. Nixon AE, Warren MS, Benkovic SJ. Assembly of an active enzyme by the
linkage of two protein modules. Proc Natl Acad Sci U S A. 1997;94:1069–73.
61. Hammond-Kosack KE, Jones JDG. Plant disease resistance genes. Annu Rev
Plant Physiol Plant Mol Biol. 1997;48:575.
62. Ma J, Devos KM, Bennetzen JL. Analyses of LTR-retrotransposon structures
reveal recent and rapid genomic DNA loss in rice. Genome Res.
2004;14:860–9.
63. Jombart T, Ahmed I. adegenet 1.3-1: new tools for the analysis of
genome-wide SNP data. Bioinformatics. 2011;27:3070–1.
64. Kelley DR, Schatz MC, Salzberg SL. Quake: quality-aware detection and
correction of sequencing errors. Genome Biol. 2010;11:R116.
65. Baker KS, Leggett RM, Bexfield NH, Alston M, Daly G, Todd S, et al.
Metagenomic study of the viruses of African straw-coloured fruit bats:
Detection of a chiropteran poxvirus and isolation of a novel adenovirus.
Virology. 2013;441:95–106.
66. Qin J, Li R, Raes J, Arumugam M, Burgdorf KS, Manichanh C, et al. A human
gut microbial gene catalogue established by metagenomic sequencing.
Nature. 2010;464:59–65.
67. Rodriguez-Valera F, Schmieder R, Edwards R. Fast identification and removal
of sequence contamination from genomic and metagenomic datasets.
PLoS One. 2011;6, e17288.
68. NCBI. http://www.ncbi.nlm.nih.gov/.
69. Rice Genome Annotation Project. http://rice.plantbiology.msu.edu/.
70. Gramene. http://www.gramene.org/.
71. National Center for Gene Research. http://www.ncgr.ac.cn/.
72. Goicoechea J, Ammiraju J, Marri P, Chen M, Jackson S, Yu Y, et al. The future
of rice genomics: sequencing the collective Oryza genome. Rice. 2010;3:89–97.
73. ComaiWiki: rice RNA-Seq sequence files. http://
comailab.genomecenter.ucdavis.edu/index.php/Rice_RNA-Seq.
74. Grabherr MG, Haas BJ, Yassour M, Levin JZ, Thompson DA, Amit I, et al.
Full-length transcriptome assembly from RNA-Seq data without a reference
genome. Nat Biotechnol. 2011;29:644–52.
75. Wu TD, Watanabe CK. GMAP: a genomic mapping and alignment program
for mRNA and EST sequences. Bioinformatics. 2005;21:1859–75.
76. Jurka J, Kapitonov VV, Pavlicek A, Klonowski P, Kohany O, Walichiewicz J.
Repbase Update, a database of eukaryotic repetitive elements. Cytogenet
Genome Res. 2005;110:462–7.
77. Trapnell C, Williams BA, Pertea G, Mortazavi A, Kwan G, van Baren MJ, et al.
Transcript assembly and quantification by RNA-Seq reveals unannotated
transcripts and isoform switching during cell differentiation. Nat Biotechnol.
2010;28:511–5.
78. Fuzzypath. ftp://ftp.sanger.ac.uk/pub/users/zn1/fuzzypath/.
79. Kang HM, Sul JH, Service SK, Zaitlen NA, Kong S-y, Freimer NB, et al.
Variance component model to account for sample structure in genome-wide
association studies. Nat Genet. 2010;42:348–54.
80. Segura V, Vilhjalmsson BJ, Platt A, Korte A, Seren U, Long Q, et al. An
efficient multi-locus mixed-model approach for genome-wide association
studies in structured populations. Nat Genet. 2012;44:825–30.
81. Pfam. http://pfam.xfam.org/.
Submit your next manuscript to BioMed Central
and take full advantage of: 
• Convenient online submission
• Thorough peer review
• No space constraints or color ﬁgure charges
• Immediate publication on acceptance
• Inclusion in PubMed, CAS, Scopus and Google Scholar
• Research which is freely available for redistribution
Submit your manuscript at 
www.biomedcentral.com/submit
Yao et al. Genome Biology  (2015) 16:187 Page 20 of 20
